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Supplementary table 1: overview of phosphopeptide sequences in the primeXS mixture used in this

study. a) peptide identifier. b) peptide sequence. Red letters indicate phosphorylated residue. c)

position of phosphorylation. d) number of PSM (phosphosite correctly annotated by

SEQUEST/identified). e) average SEQUEST Xcorrs.

number of PSMd

average SEQUEST Xcorr's®

primeX$S #a phosphopeptide sequenceb phosphositeC ETD HCD EThcD ETD HCD EThcD
1 NSVEQGRRL S2 16/16 1.9
2 APPDNLPSPGGSR S12 18/22 18/26 24/30 0.7 1.2 2.0
3 LIEDNEYTAR Y7 20/22 26/26 2.3 2.4
4 RSDGGHTVLHR S2 171 171 2/2 2.3 2.3 2.6
5 ENIMRSENSESQLTSK S6 11/11 11/11 6/9 1.7 3.1 3.8
6 QLGEPEKSQDSSPVLSELK S8, S16 1/4 7/8 3/3 1.5 2.1 4.4
7 QLGEPEKSQDSSPVLSELK S8, S11, S16 1/4 2/3 2/2 1.3 2.1 4.5
8 KFLSLASNPELLNLPSSVIK S4, 817
9 THILLFLPKSVSDYEGK S10
10 WWGSGPSGSGGSGGGK S12 6/8 4/9 9/9 0.9 1.2 2.5
11 WWGSGPSGSGGSGGGK S9, 812 1/5 0/7 8/9 0.8 1.0 2.6
12 WWGSGPSGSGGSGGGK S7, 89, S12 12 2/4 4/4 0.8 0.7 1.9
13 WWGSGPSGSGGSGGGK S4, 87, S9, S12
14 GSRAAKTLGSLGK S2, T7, S10 41/41 32/32 35/35 2.1 0.9 2.2
15 RYRVAKLGSSLGK Y2, S9, S10 31/31 18/18 3/3 1.5 1.4 2.1
16 RSRVVKLGSSSLGK S2, 89, S10, S11 22/22 4/4 1.4 1.5
18 SAGSRLTLSGR S4, T7, S9 6/6 10/12 1.9 2.0
19 LQLQGLDLSSR S9, S10 3/3 6/6 5/5 0.6 0.8 1.3
20 LEKTIDDLEDK T4 10/10 14/14 16/16 1.3 2.1 2.9
21 RGDDSFGDK S5 11 2.2
22 GSAHGSGYSGASGHSGAGSGGK 82 3/3 171 2/2 2.1 4.1 2.9
23 GSAHGSGYSGASGHSGAGSGGK  S2, S6 6/7 717 5/5 2.2 3.6 3.0
24 GSAHGSGYSGASGHSGAGSGGK  S2, S6, S9 5/6 12 2.1 2.5
25 GSAHGSGYSGASGHSGAGSGGK  S2, S6, S9, S12 13 1.6
26 LQLQGLDLSSR S9 417 8/8 0.9 2.0
27 TYETTLEK T1,Y2, T4 3/3 1.9
28 VPQVSTPTLVEVSR S5, T6, T8 5/5 77 1.5 1.4
29 TASDTDSSYAIPTAGMSPSR Y9 5/6 12/14 10/13 1.4 3.1 3.1
30 SVENLPEAGITHEQR T 17/17 22/22 11/11 1.3 2.6 2.6
31 FGSSNTDSAGALGTLR S3, 84, T14 4/4 3/14 15/17 1.6 1.6 2.8




Supplementary figure 1: Ti4+-IMAC enriched phosphopeptide analysis. A) Base peak chromatograms
highlight the reproducibility of the three individual LC-MS/MS runs. B) SEQUEST AXcorr values show that
EThcD provides higher quality MS/MS spectra which leads to higher SEQUEST scores.
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Associated content

The data associated with this manuscript may be downloaded from ProteomeCommons.org Tranche
using the following hashes and passwords:

synthetic phosphopeptides dataset

z3d+D0ODTM34eaR+0OnKOATIXH5V5FcamYRixhLrgEYJKyme7008M9B1dTa0vja03XXIp7PcaxOVw3owl2jn/f
3JwweHOAAAAAAAAGIA==

password: Hiw9hraMQiQRHNhgK4Kp

Ti-IMAC phosphopeptides dataset

or4XwxucZhCTxtsKCPA1VVVRIWtIzZRoiObPRQ4715ashRMWIJoQ4idydEh3yLImiyv3LOXnX9fNuKpKF48xLs9
bISALUAAAAAAAADvg==

password: fcfiv7IEP2gemhZCyzbg



